
mmm 

$m n * sl d tf * jix * m ^ it m a wvmm tmmm 
£ # tz m^. & m m t z. 1 t <fc t) i£ g a s * $e ^ * n * ^ ; i/ * 4> n $m $ * 

^Jr^P^^^^fgi^^^^riD^^^^CD^^gaK (polyhedrin) & 
ffiton-S^'T r©Jf$T$)S occulusionbody LT sf 9 JfflWSCD&fc: ^iCM^ 

&WM$4)IX (Budded virus : *M«^T&|g^3r d >W 

u*?4 )]/7.(D*.y<u — ^Bouvier ^ icj; oTfg^^tLT 
1^3 (Loisel TP, Ansanay H, St-Onge S, Gay B, Boulanger P, Strosberg AD, 
Marullo S, BouvierM., Nat Biotechnol. 1997 Nov; 15(12): 1300-4., Recovery of 
homogeneous and functional beta 2-adrenergic receptors from extracellular 
baculovirus particles : ^t^SPg&PJWO 98/46777 ) Q m±*BlflS£3B 
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t, y{ ^ >^ n - r±t: ihir^ ft & a e©*-e *> s - £ # 

IB£?£ftTl^o LfrU Bouvier &^^£SfiSfJ^©JJM® fiSCfc ^Tii 

m^^iii^MeKs ft^neis m&mMm&n. mmm-^m&n, mm 

Lx±f&mim&nfcftTzffifc : &M&-r2>J5&;. ±.$tt&%mm unsnarl 
mtLtzo 

SREBP(sterol regulatoru element binding protein) 2 „ HMG-CoA (b pu^-i/ 
?<-3-)lP)l/$ U;i/nji>-tf-r A A) Mtu&Ms SCAP (SREBP cleavage activating 
protein), SIP ( site 1 protease) f±/l«£ (ER) JK&SV^^^M^^ 

mmm^it, ;:ft^©gfiK£^^p»a^£&*>^T sf 9«££gjji£-tK 

&#j»£ft3o 
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m&'&m.m&m&n. mvmmm&Ms mmm-zm&ft. mm 

lent mmfH'b^cDm^m&m^^^o 

nm&mmmm&'m, ^^^jvm&m, mcom&m&ms mmm^m&m. mm 

ISlll SREBP 2 N HMG-CoAji^@#*, SIP, Xtt SREBP cleavage activating 
protein Tafe-So 

*%w<dx>7v n&\,<\±, mm&mmm, mm^mm 



3 



I31fc3\ SREBP 2©S f 9,«^©^3l£^t-|ST&£o 

ia 2 lis mm±ffik:9m\stz s r e b p 2 ©3i^i$©*gJit £^tim:&£o 
0 3{i, 40, 0 0 0 g^uv h<Dm&%i&ft>to<Di&m*7F-rw~e&Zo 

m 4 fct, S R E B P -f 5) © Rj^F-fb ; & £ o 

El 5 ii. S R E B V(D^t>*mm<DftM(DW t ^m-tm~?:ibZ>o 

IH7tt, gmtj )),7>±.<DS 1 P£«fc£^'W;K*±©SREBP©tDWr# 
®9{± s SREBP2tS CAPCD^^^;i/^^sCD^^6D#gm*^rElT 
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m-fs Rm&mmmm&n, ft^;nei, mvnmm&Ms gfi^gei, 
^mmmxmo nm&mj tit, m&ntmmm^mzmmm^ m*. 

mwi&mmmtLxit, ni^^p-MtittM^s hmg-coa m^mm^ 

ACAT ( acyl -coenzyme A : cholesterol acyltransf erase K la -hydroxylase 
ifi&\ft>n&o ^fei#tifc*^b^D-A P4 5 0^ ^ b3>Fij7t^ 

s atp ^mmm^ h^n Amimm&kxiMKmm, nadh-q m^mm-fr ¥ 

-b >r>>^i:1^5/D-b >r>>^7 , Dr7- -fc?S¥i: It SIP (site 1 
protease^ furin N PC (proprotein convertase) N S2P(site 2 proteaseK 
F-feU>^£j^St^ (endothel in converting enzyme ) N T>^ l f^-y : ->^>^MMM 
(angiotensin converting enzyme) s neprilysin &£\ sfcfc notch is j-)ltt.¥ 
(Di/^-^MiM^^WitD^ ADAMS (a disintegrin and metal loprotease) family 

rix-fe- U >(presenillin)&h*) -£\ «^afC©#J§$tlif fc>£ matrix 
me tal loprotease £>;ft£o ^©fljj diacylglycerol i^gfllx 
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adenylate cyclase te¥(Di; y^MxMlzm-^lrZ&mft&lf^n&o 

t LXXy^a-JimffiW&W (SREBP), Notch, Irel, ATF6 ft, g; 

tz^:(D^T^u^ KtuS2#SfiM (Amyloid precursor protein), TNFa (tumor 
necrosis factor) precursor. Stem cell factor, M-CSF (monocyte colony 
stimulating factor) precursor, Klotho tz. ^T^fe(f <b ti&o 

m^mmmmmm^tLXlt, ri/-te^U>(presenillin), SCAP(SREBP 
cleavage activating protein), t£.¥h i &\~f &>fri%> a 

m^mmmm&nt lt(±, n ux^n--}it£¥(Dmn*mmTz> npc 

(Niemann-Pick type c) 1, ABC(ATP-binding cassette) h ^ y^^—^s 

(caveolin), mBbWt h 5 >Xtf—# —(fatty acid transporter )#&#*£> 
GLUTl-4^^CD^;i/3-^ h7>XX-$-%^&M b^>Xtf-$- s 
glutamate tanspoter, serotonin transporter ti.¥<DT ^ JW-Y^ 

Secl2 tz¥ifi$)\f t>nz> 0 
is iz b & v^-? * & * t izmiRR) £ MM £ * ^ * 

^©«©^jg®aK*=tt>^«{3M^-rSSeShUT, NCAM( Neural cell 
adhesion molecule), ICAM(interecellular adhesion molecule), ^3 Kaij>7 
t 3. U— , -f >5^'J >, ^^EU U >, ^^E^'U-f >, L-selectin, connexin, 

^MM^Mi^W.-oi^ (major histocompatibility complex; MHC), fg&W© 
H^iiSfiStifcS hti f)ti§ calnexin, PDI (protein disulfide 
isomerase), CFTR (cystic fibrosis transmembrane conductance regulator), 
major prion protein precursor(7°U^">)^h*cZ)£/^^.n >W&'M.fi s &lf t~>ti& 0 
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mt>4)^ (npv) -efe-So %>i%mt, ?}^»3 ikDa©#u^K';>*> 

^;i/*©^*©&©£&^fc^©-^ ft fcMBT (Ditto D t^^-frfc^ 
LT * £ ^ < £(5$ fc < JSSfe LtUfT £ o 

— ^777 • ±i U # (Autographacalifornica) NPV (AcNPV) 

J $>*]'(n(Dtf>\ZypX • (Bombyx mori ) NPV (BmNPV) 

AcNPV©H± tUI±7!jiK7T7 • 

(Spodoptera frugiperda ) mm (Sf«) ftif^f^tu BmNPVfflf 
(«s ^btliBmN4«i:'Wf)nSc Sf*ll B 

mN4fflmte¥fcl£'<mm&&.ti i M^Z.^ Sfcx AcNPVttt hfi-TlfilMct 

t>*b hj^jaw«fflfla3&irt:*)^ESg-rst6^j**-rs^: ii*»?>^ acnpvi^©^ 

W±hbTJ^ Spodoptera Frugiperda KBflSl^ Sf9 Sf21 S. 

frugiperda ^ji©|p^$I^yb^5ti: bT& tK Invitrogen#fe£l^iPharmingen 
ft (San Diego, CA), Xtt ATCC ft ZfrbA^ &2>o Zblz, £#T^£M 

* m^mmm t l t mm -r a ^ t & t- £ * 0 
*&MT?m^ziim?L$'( »z%m&i-z%&&. mmiz^m^x<, 

h7>7>77-^7^-0^O^^^tt-Mi:i±ikb~ 1 0 kbfiST" 
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-5 o 

O ©IPJJllTll AcNPV^h7>777-^^-tLT^ pEVmX 

jjg IV2, pAcSGK p VL 1 3 9 2/1 3 9 3, P AcMP2/3, pAc 

;| JPU pAcUW2K pAcDZL pBlueBacIII, pAcUW 

;| 5 1, p A c A B 3 , p A c 3 6 (K pBlueBacHis, pVT-Bac 

M 33, pAcUWK pAcUW4 2/4 3ft^W?.^ BmNPV^h^ 

Q >X7?-^^-J:ltll pBK 2 8 3, pBK 5, pBB 3 0, pBEK 

[y p B E 2 , pBK3 s p B K 5 2 N pBKblue, pBKblue2, pBF 

LTJ^ ±13© h?>^77- ^ 

(S f 9« J pBmN«&h*) T££o Jg#^#fci\ ^JSm£efc!)J8[ 
tf ^*T\ 2 8 °C § Z t tm $ L ^ o £ © J; o t L £ ftfcffi 



8 



# 



ttfcBfifef £ £ £: #T* # & fc #k #lift^ £ £ ES'J-T 3 - i: # rJ 

(Spodoptera Frugiperda WiU^^t Sf 9 £ J: £>* Sf 21 * £©JgHi|ifflJi& XfcfcM&#J 
%%%-t> 4 )\s7. (budded virus, BV) *&fot&)Z(0%mWfe^&^X.mU't%>Z. 

| 5 o o ~ i , o o o g-zm>wjMLXs mmn>%mrt 

\1 *&t:±m*®itil?Z>o u(D±i^3 0, 000~50 3 00 

$ft*»£0!l;L«4 0 0 0 Og T-M'MMTZZ£fc£t>fflmftf&W 1 5'(ftZ*mtiL 
lyso-phosphatidylcholin ^©SSJiP&l-e&Wl U 30000 rpmtM 

< £'J>fc < £ 5 0 %W±, J; t> Sf * b < 6 0 %W±, ^^:^Kii70% 

<{±9 b%\ix±t^mmmxuu^n^ 0 zvxoteftmtmmomm&w* 
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h^s m^mmmm&w, ft^;na^ mommms^ mmm^-m&m, 

M^M^MSM, 7^*;i^gim flg©#fjg§im g^£§|-£®aSf N 
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mm&mhmm&n. m&mmm&n. mmm-zm&n, 

&mmmm&n. f-t^;vsaSs momm-msR. gfH#ia^ amw^ 

#'Jx.U:\ 7^^,3 00, 4^tl 2A»P> 1 6BHPH-e2*ifc{i3|pl 

i?a^>h, RAS CMPUMonophosphoryl Lipid A )+TDM( Synthetic Trehalose 
Dicorynomycolate)+CWS(Cell Wall Skeleton) h^v^/O %M4b 
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m^mm^h Lttt-7^^ s ^^h^^ffl^tis -^©ij^©^©^ 
x-immm^nu znt^^v-^Mmt%?n&fo&%n(D-jjm (G.Kohier 

et al .,Nature,256 495(1975)) lz£ bM^TZ Z £lz£ <0 , K— 
•7e?^-eiiP3X6 3Ag8, P3Ultt, Sp 2/0»tWf f»^„ i 

s*^-{e3i^j*fflv\ «ifei^£©;w:/u F-v©5i^ic{it^3 F -it>5 L > • t 
^y-7°^u> • 5^^> (hat) mm^mm^m-ormm-r^^tt^^^o 

ffv\ u — — > ^*ff «c -5 ci t= j: pmom&wz'ftmmz.mm 
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HWJl : ^^D-;i/i)ii5SaH (SREBP2) ©^M^JnlJfilM©^ 

SREBP2 ttLDL^^HMG-CoAM7C^^^«f^)^ P^P— ;i/|ISgS£l8;b 
^-i>f^ A«®^M t'5l?H^^5 (BrownMS, Goldstein 
J., Proc. Natl. Acad. Sci. U.S.A., 1999 Sep 28; 96(20): 11041-8, A proteolytic 
pathway that controls the cholesterol content of membranes, cells, andblood) 0 

SREBP2^«Mt^^feti, M^h^ffU 3l/^r 
P-;i/a)Sfii5jlfe^©rp^-^-±cD sre IB^Jt^-rs i h£ «fc ^ fe¥*rS 
&ikT& (Brown MS, Goldstein J., Proc. Natl. Acad. Sci. U.S. A. 1999 Sep 
28; 96(20) : 11041-8, A proteolytic pathway that controls the cholesterol 
content of membranes, cells, and blood) 0 

(i) mmz.^*^ut7-( jvx(Dftf&t sf9mmi&m 

t h SREBP 2 (Hua X, Yokoyama C, Wu J, Briggs MR, Brown MS, 

Goldstein JL, Wang X., Proc. Natl. Acad. Sci. U.S. A. 1993 Dec 
15;90(24) : 11603-7., SREBP-2, a second basic-helix-loop-helix-leucine 
zipper protein that stimulates transcription by binding to a sterol 
regulatory element) £ pBlueBac™ (Invitrogen, Carlsbad, CA){d^I 

WLMto Sf 9 mm ( Invitrogen) 1 0 % tf vI&JMtH (Sigma), ^=->s U > 
(100 units/ml) hU7^Y^>> (100^g/ml) *^tr Grace's 

supplemented media (GIBCO BRUT 2 7°C-£ 1 0 cmgr-f 
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tzo AIMttlL©^ft-77^3 (Wheaton) X 0.001%© pluronic 
F-68(GIBC0 BRL)^«LTff o7to M.WkZ-^*3- P <W ^©^fiSteM* 
(Bac-N-Blue™ Transfection Kit, Invitrogen) izm\ Sf 9 «ic Bac-N-Blue 

dna (apmnpvs*) t4u g(Dpnmuc-smm JV^ 

( 2 ) &M(D SDS-PAGE h»>j:^^>^P^h ffiffi 
( 1 ) -Cftmistzmi&Z.O'i 6 well 74 y ^JdT 0.83x 10 6 f@/well 

© Sf 9JHMSfc: MOI (multiplicity of infection) 5«^t, HlfiSlft (2 4, 

4 8 urn 7 2b^^) (3iffljsai:^«±M^»tofeo -mmmtrnfes sf9«£ 

■teJIXPlsj ^-%&ib\,^TMMLs 800g-e 1 0 ftfflommz J; ^M^IfflW 

flSftfrfcilwell&fcD 1 0 Qjul 1©^SU >1A^7 7- (0.1%TritonX-100, 
aprotinin 0.5/zg/ml, leupeptin 0.5/ig/ml, pepstatin A l^g/ml £llr4f U > 
Mfj^S^ifek) izmm U PMSF (phenylmethylsulfonyl fluoride) £ 100^ 
g/ml/jnx^ 4°C3 O^HWl/^y^ L£©^ 1 0 0 Ogt 1 0^©M® 
±?i8 0/zlC20//l©5 xSDS-y->7°;W^^77-— (0. 2 4M® Tris-HCl, 
PH6.8, 2.25%©/?-^;i/#7° h*.$ J— Jl, 2.25%© SDS, 50%©^" U -fe D— 
0.0015%©yp^7^y-;i/-7VV-) £in;U 9 5°C1 O^fM&Sbfco mm± 
mmfrl£?(D$i£ 80// 1(3 2 0/^1© 5 xSDS-tf->:r;wvy:7T-£Anx.#MM 

^tl^©1^>r;i/^8%SDS-PAGETy;i/SMr*iftLfe©^s 5 0VT"2^ 
h P-fe;i/P— ^11 (Highbond ECL, Amersham) J-$5^bfco IfiMffit^vypx. 
— 3 0#K:/P y £ LfcflLSREBP 2 ©^U^S^b^yjsj^fOT^y ^ p 

1 C 6 (ATCC No CRL-2224) ©^ t> X^tK^p^ 3 0 0 0 {g£^T* 1 
F^S^^ TBS ( 2 OmM © Tris-buffered saline, pH7.4) 3 m$iWi$L, 
^-^-^^-^^^ryx IgG trLfo (Sigma) T 1 IfflMJ&^-tK TBS HtfcWl^ 
Supersignal west dura (Pierce)-£-fb^g^£-fc!\ XU7 A )lAizm%;g-&fz 0 
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( 3 ) sf 9 ^m^mmm t 1> -i cox 7 p -7 mmmm^ 

Sf 9«£ 1 (Wheaton) tz: 5x 1 0 8 fS/5 0 Oml COM 

JgT' Grace' s supplemented medium i: 1 0 %FCS^ 0 . 0 0 1 %PluronicF-68 
(Gibco)£»lU M0I5T- SREBP 2 ll&x. «7>f ;i/7 £*gyfe£-tf- 7 2 HWgti Lfco 

soog, i o^ffloa^ic x ^mm^m^m^s ±?f£4oooog, 

Mtt'b LTn 4ml © TE^'y 77- (1 OmMcDTris, ImM CO EDTA, pH 

7.4) £-9"7^> FbTco^y 7^>Mj§^§gSW2 8 p — — co^~3- — 7*f.i 2 5 % 
~5 6%©jgH7 7P-7£j|23 6ml £ TE^v7?-fMU ±gB'7^;i/7 
CD suspension 1.2ml £_hfc:M;ftu 100,000gT9 Ofrffly&it^ j&to^J- — 7'Ji 

^ct d i.5mi -r-Dfrmmmistzo 

(4) SREBP 2 g> pJig-fb 

Sf 9 (1 x 10 9 ) 5 0 Oml v«*g«» SREBP 2 ffi&x. >7 -i £: MO I 5 T" 
^^•a-s 7 2B#P^ N mU^$mt>-OV7, (budded virus, BV) £4 0 0 0 0g 
?2 0^©S38^THliRLfco®3S^<O^.Uy h £ TBS 4 ml £!K8SU»K 1 % 
£5 £ lyso-phosphatidylcholin ( Sigma) Sin^N^MT 2 WILfeo 
^7 v->P-^-90Ti t?3 0 0 0 0 r pmT'2 0^K©3l^lii*ff V\ ±?it 

(5) 77>f-f>f"^P , 7hy77 < f- 

ic6 7*y H-^«&(ATcc)©igii±7S4 L^p.rpr-OG 

(Pharmacia) £ffl<^T 40mg CO IgG U CNBr activated-sepharose 

(Pharmacia) 8ml lz±iv7°V >7*bT lC677^^r^-^o-7 h^77^- 
£f«bfco 

±Ji@i7>t:|e]JR^tLfcqr?S'fbSa*PD 10*7A (Pharmacia) fcffl^TMy 
77-A (20mM© Octyl-glucose fc^fcf 2 OmM ©HEPES^'y 7 7- „ pH7.4) 
l:^'y7 7-5£iU ^©f£±B31C6:P7^ =.=r>( — ^D? h7^7f — 2 ml 
t777>fU 0. 5M©NaCl fc^tf^y 7 r-ATifc&bfc^ 10M©^^ 
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MonoS#^A (Pharmacia) U 7 7il/?i/ 

T SMART S^^AtT^ 0 -0.5M © NaCl gfcl^ > b jgH^tf o £ Q 

(6) SREBP 2 ©l&ll 

|g^*^^;b^^^^^s^-r^^y ^P-^-;i/tn;#;iC6 (atcc, usa) *m 

UZt>x.X#>7°a y hm^X DffitlSLTc (H 1 )o Sf 9«lz{±2 4 

(D4 8mmm^m±m^mu^n^ sRm2(D&M*mm-r&tz®, t%m±m 

*m>bfrMLtztZ.?>, 8 0 Og T©3 0^©^i/^T(i±^^Il]JjX^^ 4 0 

o o ogx2 ofrm(Dm<b-zi±^isy bmfr^mmz ntz m2) 0 znmm± 

SREBP2ft%«&h*© debris Tttft < > ^tt^OW^'f ;i/ 

^J^ra^'T#HLfc^£^SREBP2 ^>/^Wtt SDS? PAGE Ift 
^.Tmm^tl^O-f J^x>^p-7^>;^1 g P 6 4 ^ (hJ D@i#l;:[H|J&£tl 

(i3) 0 zmtju mw2fimmm(Dmft-zi£te<^j)\/xizmmi?tix^z> 

l$L£tls lc6^^CNBr-fe7 7P-^(3*^7"U >^L7clC6T7^^^i'- 
*-7AfcctoT)^M«I^T*)^) (EI4)o 

(7) vfr;^g>&^ 

lxl 0 9 «/5 0 OmlOSf 9vM«t .5M0I CDSREBP2mmx^^;i/^^^ 
J££-fe!\ 7 2l^|£®^#»CJ;tK |g^^iDr>-r;bX (BV) £ U 
SiM (PBS) 4ml tMIUi&Lfco v^£z:E^o 3 ^ 

^tj: vtAifomwftj&zn&ztzmt^Ltz (135)0 
mmm 2 sip co&m 

SlPtt^^D-;i/iitjS^l/p< > h^^>yi^MSREBP©luiE#:^W-r-2)- 
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m%WMm<D7°u^7— tf (Sakai J, Rawson RB, Espenshade PJ, Cheng D, 

Seegmiller AC, Goldstein JL, Brown MS. , Mol Cell. 1998 0ct;2(4) :505-14. , 
Molecular identification of the sterol-regulated luminal protease that 
cleaves SREBPs and controls lipid composition of animal cells) 0 SREBP CD 

er mpvi-y°^te$>z> rsvl ie^j&S£j$u i/>m&o±i)m*i')]sm~£W 
m-rz> 0 1 o 5 2 Dft^rpft ( 1 4 8kd) t^x miz^m l gti£i& 

ic s FtfWmZtiAmsi? (1 2 Okd) bte&o Z(DWi3)Wik 

Izmm^ti^B^mrm^tL, BM ( l 0 6kd) £ L<f±CMSlP (9 8kd) 
h&3 (Espenshade PJ, Cheng D, Goldstein JL, Brown MS., J Biol Chem. 1999 
Aug 6 ;274( 32 ): 22795-804. , Autocatalytic processing of site-1 protease 
removes propeptide and permits cleavage of sterol regulatory element-binding 
proteins) 0 W^^#H^F BDNF (brain-derived neurotrophic factor) ©7°D-fe 
y ->>^mmt IT &$B^£tiT<^3 (Seidah NG, Mowla SJ, Hamelin J, 
Mamarbachi AM, Benjannet S, Toure BB, Basak A, Munzer JS, Marcinkiewicz J, 
ZhongM, Barale JC, Lazure C, Murphy RA, Chretien M, Marcinkiewicz M. , Proc. 
Natl. Acad. Sci. U.S. A. 1999 Feb 16; 96(4) : 1321-6. Mammalian subtilisin/kexin 
isozyme SKI-1: A widely expressed proprotein convertase with a unique 
cleavage specificity and cellular localization^ 

m&M 1 tmm^, t h SlPcDNA(KIAA0091, Kazusa DNA Research Institute) 
£ pBlueBachis2 T M;:m^&^^ ^-£f«U ApMNPV DNA (BAC-N-BLUE™, 
Invitrogen) tmz Sf 9 J )lX%mfz 0 High Five™ 

!fflJ!S( Invitrogen){± 16.5mM CD L-glutamine Lfc Express Five SFM(Gibco) 

ZCDm.WkZ.<y J High Five™ #fflJ!S( Invitrogen) £ MOI 5 

mmmitmtfitmmftft&b'ffrz (bv) *mmi.tz 0 t h sip©gp^T^ 

;m$m 589-604 £-&j$U Keyhole Limpet Hemocyanin IzziyiSj.?— h LT 
^*fc&agUrCJfili§RO 3£f#fc 0 

mWkLtz BV £&*>^T S SlP©BV'\©#gJji£RO 3<ZMAy:Tpy r £Tii 
^fch-3ll»<Jl ^letff 4 8D^P^WP$©^«±?i3if*iil^ (BVlkfr) lz®to.g 
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ntz (ei 6) 0 

mnm 2 Tmrn^tzm t> ^s 1 p \± srebp © 1 2 5 kd ©iM^MM^©^ 
s^^w^^lItfe5o h(±RxxL ^i^ia^j^^, ^©l (d 

4is» (DtiJV^iy^-CWmtm^^o SREBP2©:lii^2o©MMMgM£©l!^ 

/J^la#:J^(c2^^mbfe;^-r©(^l^**^>4 J {-RSVL sip©»riM 
ft U «(*] ^ u * ? d -;b#M4> b fe®^- 3> ^JEi*it £ ©« uSfct 
X.£>tlT^& (Brown MS, Goldstein JL. , Proc. Natl. Acad. Sci. USA, 1999 
Sept. ;96: 11041-11240. , A proteolytic pathway that controls the cholesterol 
content of membranes, cells, and blood) 0 

mmmnzxy)mm%^4 ji^ (bv) ^.y^u-yiz sm?2-tfi$m$tifcm 

S 1 P Iz X 3 SREBP 2 (DWmft&Z. %> A>#)fco 

SIP © SREBP2 Wmffi&<DMfe& 
SIP £ SREBP © U n > tf h 0 4 % Sf9 MO I 5 -£\ 72 

rang^t bv h^^^m^j i &£ummm 2 ^^tjatttj: t> ®jku tbs m * 

77- (lOmM Tris, 150mM NaCl, pH7.5) HMffiLfzo TBS fcJKSbfc BVfci* > 
>H£y£S*y r- (Bio-Rad) w^j£S£fr U^tzo Slh^S SREBP 2 -BV 
£&m<D S1P-BV (i 1 £jfo^©«Jfc»K#*ft*;ft lOjue h^U^tLLI 
£x SIP ©f£^btc:^^*^^^A>f^>ti*;i/'>^A^-b7 t -h*«ii^as 
£ & £ «fc 5 t^SJS&^tZ^iP L fcoS/iSii BV is t> A & «fc 11 EDTA(pH7. 4), 

EGTA (pH7.4) £«U 1 EzlfotfaMft 2.0 ju 1 id & -?> J; -5 TBS A*y7 7- (pH7.4) 
t'^^Ty^L 37°CT 12 > * 3. ^- ^ a > L o SJfB^©?§ jft {±x 
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5 x SDS V>7°)1^ y 7 t — H 95°a 10 ft<DmHM* U 8%© SDS-PAGE & N SREBP 
2<D7K;&ffil£MTZbV¥tftiflLM R004 %m^tz$ *X#>7u y r-fcfrfc 

sip <d srebp2 wmts&cpmfe 

SREBP, SIP £#g^£-Hrfc BV £Ml UT 37°CT 12 B#H6^ >3f-^- h 

Ufch^5, 5 mM •toJVi/b&ft&T-eRj&gia-tzm^ tnMM R004 lz X Z> t> i 
**>:rpy hT SREBP ®^a^l^#^^tl^)-*©^^^-^^'> Kjbtfefcffl 

<*nfc (Ei7)o z<DfrMm®£%z.t>tiz^> \ t &*>'i?&mg. (Mm) a* 

^StUUfc^^ OTfi^J 78 kDa £ 64 kDaT*&ofc 0 d © a 64 kDa fcj\ $@ 
H?£*iT^3 SREBP-2 © SIP WrtJ;£#P0tJ (NiB) CD^fih-StUfco 
g;fc s 10mM©EDTA Hi; t>5&£fc:RBg&*lifco £*t^©^IPi&$g£r£ 

tlTl^£ SIP ©t^Mi:— gfra (Toure, B. B., Munzer, J. S., Basak, A., 
Benjannet, S., Rochemont, J., Lazure, C, Chretien, M. and Seidah, N. G. 
(2000): Biosynthesis and Enzymatic Characterization of Human SKI-1/S1P and 
the processing of its inhibitory prosegment. J. Biol. Chem. 275, 2349-2358) 0 
UA»U 78kDa ©#JKjg^©ffi£fcfc& < N mtzteWm&&&&-f%(Dfr&%\,M& 
in vitro l!(Dfo^^£H&frfflt£.(Dfrl±£ £> tiiLTMJTt?)'Mi) s fe?). 

Hlte$|4 : SCAP ©IgjEg, MVld SREBP 2 h SCAP t(D#$£M 
SCAP (SREBP cleavage activating proteinHi^ ^ D — ;Hz >1t— K ^ -f > 
(SSD) £j$o8[IMSMM)M6ICT\ ER JJlt SREBP £^D— »#£Sfifc 
UT#^El~ S (Loisel TP, AnsanayH, St-Onge S, Gay B, BoulangerP, Strosberg 
AD, MarulloS, BouvierM., Nat.Biotechnol. 1997Nov;15(12):1300-4. , Recovery 
of homogeneous and functional beta 2-adrenergic receptors from extracellular 
baculovirus particles) 0 SSD #n U^ D— JKDM'P^i^^a U 3z%KDWt&lZ. 

SREBP £ SIP (DftftT&di'JlPfo^tx-X 3 — r-f£ (DeBose-Boyd RA, 
Brown MS, Li WP, Nohturfft A, Goldstein JL, Espenshade PJ., Cell. 1999 Dec 
23; 99(7): 703-12., Transport-dependent proteolysis of SREBP: relocation of 
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site-1 protease from Golgi to ER obviates the need for SREBP transport to 

Goigi ) o z co x o t scap it n u x ^ p -jit&m^ t srebp & mj£$> % v ^ i±wmm 

SCAP (Dftm 

b h SCAPcDNA (KIAA 0199, Kazusa DNA Research Institute)* pBlueBachis2™ 
( Invitrogen) izMfr&^td^? & — Zft&L^ ApMNPV DNA (BAC-N-BLUE™, 
Invitrogen)htt(c Sf 9 iTO ffi&x. JVX %mtz 0 Zti% mM 

M 1 tmmiz Sf 9 annate: MOI 5 tT«^^ His-tag £*f"f SirCf* (Qiagen) 
AJ7ny b bfc*g^sSf 9fflmfc5fflgti-c^Z> SCAP {«*LT^S©t 
it-x BVfcSBSlLT^S SCAP fcijELl^i&JKfc^Lfc (EI8)o 

SREBP 2 SCAP ©±^31 

SREBP 2 £: SCAP (±*;i/^Jp^;i/«T*liSftffl U atP2 S#£ff2fi£ U £ 
U^^P-;i/gfilfiiSt:aS7?$)* h#x £>tiTV^ (Sakai J, 
NohturfftA, Cheng D, Ho YK, BrownMS, Goldstein JL. , J.Biol.Chem. 1997 Aug 
8;272(32) :20213-21. , Identification of complexes between the COOH-terminal 
domains of sterol regulatory element-binding proteins (SREBPs) and SREBP 
cleavage-activating protein) 0 

^fte^J 1 T?f&$ L it SREBP 2 <Dffl&7L O-iJIXt SCAP t> 4 )IX £ Sf 

9 mmfc*tl?tl MOI 5 T'±t«^-I±, 7 2 B^f^ 200mL ©i§H±^A» 01R b 

BV * 4mL © TBS fcSSffi bfc 0 ^© o 1 mL 1 CD SREBP 2 © W&it t (sj 

^UciftSl%cD lyso-phosphatidylcholin ( Sigma) 2 B#P^&L31Lfc 0 

^com, 4°ct 10,000 g, loftmamfoftrnzftitK ±mtmm^wtmu^s 

±.m* Rf$S!i£\ RT^Yb^^u y h t L£ 0 500^ lfo2o 

col. 5ml f-i— :m#&u lC677^-r^--fe77n-^ 30#lg;Ac& 
Ni-NTA 7-tfn—x (Qiagen) 30//l£«LT, 4°C-e 16 BSItg, 0^1*0 Lfco 

ifc^U y h i: Lfeo &ifc±*S 200,a >M (5 {gS<DT-te h >«SJPs 
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? 2o°c(c 30ftmwwz&, 3ooog, 20 frmmm u souicDmm^^yy- 

(10 mM©Tris-HCl, pH6.8, 100 mM© NaCI, 1%© SDS, 1 mM © sodium EDTA, 1 
mM © sodiun EGTA) dMU 20// 1© 5 x SDS -tf->:T;Wi ;y 7 t — &1mz.T 
95°C5^MLT SDS-PAGEfflt>">r;KEl9 U->4, 5 )h Lfco 

&tfc^l/ y h 500/z 1 © 0.5%lyso-phosphatidylcholin £^tf TBS fc!B!« U 
4°CT*16P#H, HUE?g*nU £ft£-II]g©$fcl^Lfco -HIS, =m&<Dfc^ 
i±|5jfi©M y 7 t—ZMz. 1 I^F^iaflg?S*J U 300 g N 3 #©i&fo#(ifc: J; D ±fS 
£l$H>fco b£ 100// 1© 2 xSDS t^^VUMy !7 (60 mM 

© Tris-HCl, pH6.8, 10%© /3 -mercaptoethanol, 6%© SDS, 10%© glycerol, 
0.008%© bromophenolblue) IzMMLfzo 95°C, 10 ^©f?MM£ Lfcl^ 1000 

CD SDS-PAGE f$y->7°M± 7.5%SDS-PAGE TztfJimmfrWiLtz®^ 70 V T? 2 m 
F^-hDt^n-^lCf^U^i^^V^Dy h^frofeo 1C6 trifo£tzl± 
His-tag tc*f?" Sirittfc: <fc t) SREBP t SCAP ©t^m^^Tofeo Ni-NTA Agarose ic 
cfctK SREBP SCAP %t>ti^ fc*Bf& 

£ LT^&I^ SREBP ©^WT^^ dtlfct SCAP £<D&&#Ml&£& % 1C6 #trt 



saj^ M©«3tsaK^ gfi-^iais jnjut^tsfes 

ti«/hfla#:flg®S^(i^-M> h*"T|5]jR^^ S^^'rS^o IBIS £ IS Pftt^ 
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